Evidence for a Dinuclear Active Site in the Metallo-β-lactamase BcII with Substoichiometric Co(II): A New Model for Uptake by Llarrull, Leticia l. et al.
Marquette University
e-Publications@Marquette
Physics Faculty Research and Publications Physics, Department of
10-19-2007
Evidence for a Dinuclear Active Site in the Metallo-
β-lactamase BcII with Substoichiometric Co(II): A
New Model for Uptake
Leticia l. Llarrull
University of Notre Dame
Mariana F. Tioni
Universidad Nacional de Rosario
Jason M. Kowalski
Medical College of Wisconsin
Brian Bennett
Marquette University, brian.bennett@marquette.edu
Alejandro J. Vila
Universidad Nacional de Rosario
Published version. Journal of Biological Chemistry, Vol. 282, No. 42 (October 19, 2007):
30586-30595. DOI. © 2007 by The American Society for Biochemistry and Molecular Biology, Inc.
Used with permission.
Brian Bennett was affiliated with the Medical College of Wisconsin at the time of publication.
Evidence for aDinuclear Active Site in theMetallo--lactamase
BcII with Substoichiometric Co(II)
ANEWMODEL FORMETAL UPTAKE*□S
Received for publication, June 5, 2007, and in revised form, August 1, 2007 Published, JBC Papers in Press, August 22, 2007, DOI 10.1074/jbc.M704613200
Leticia I. Llarrull‡1,2, Mariana F. Tioni‡1,3,4, Jason Kowalski§, Brian Bennett§5, and Alejandro J. Vila‡4,6
From the ‡Molecular Biology Division, Instituto de Biologı´a Molecular y Celular de Rosario, Consejo Nacional de
Investigaciones Cientı´ficas y Te´cnicas de Argentina, and Biophysics Section, Facultad de Ciencias Bioquı´micas y Farmace´uticas,
Universidad Nacional de Rosario, Suipacha 531, S2002LRK Rosario, Argentina and the §National Biomedical EPR Center,
Department of Biophysics, Medical College ofWisconsin, Milwaukee, Wisconsin 53226-0509
Metallo--lactamases are zinc-dependent enzymes that con-
stitute one of themain resistancemechanisms to-lactam anti-
biotics. Metallo--lactamases have been characterized both in
mono- and dimetallic forms. Despite many studies, the role of
each metal binding site in substrate binding and catalysis is still
unclear. This is mostly due to the difficulties in assessing the
metal content and site occupancy in solution. For this reason,
Co(II) has been utilized as a useful probe of the active site struc-
ture. We have employed UV-visible, EPR, and NMR spectros-
copy to study Co(II) binding to the metallo--lactamase BcII
fromBacillus cereus. The spectroscopic featureswere attributed
to the two canonical metal binding sites, the 3H (His116, His118,
and His196) and DCH (Asp120, Cys221, and His263) sites. These
data clearly reveal the coexistence of mononuclear and
dinuclear Co(II)-loaded forms at Co(II)/enzyme ratios as low as
0.6. This picture is consistent with themacroscopic dissociation
constants here determined from competition binding experi-
ments. A spectral feature previously assigned to the DCH site in
the dinuclear species corresponds to a third, weakly bound
Co(II) site. The present work emphasizes the importance of
using different spectroscopic techniques to follow the metal
content and localization during metallo--lactamase turnover.
MLs7 belong to a group of hydrolytic enzymes that consti-
tute one of the main resistance mechanisms to -lactam anti-
biotics that has evolved in bacteria since the introduction of
these compounds in clinical treatments (1–5). The ability of
MLs to hydrolyze the amide bond of the -lactam ring char-
acteristic of this group of antibiotics depends on the presence of
one or two Zn(II) ions bound to their active sites (2, 5). MLs
display an unusually broad substrate profile and are not suscep-
tible to clinically used inhibitors of the well known serine--
lactamases. Increasingly frequent reports of transmission of
ML genes among pathogenic and opportunistic bacteria indi-
cate that bacteria expressing these enzymes pose a significant
threat to public health (3).
The design of therapeutically useful inhibitors for these
enzymes has been unsuccessful so far. The diverse substrate
preferences of MLs may preclude the discovery or design of a
universal inhibitor with both efficacy and specificity toward all
MLs. Despite extensive study, there is still great controversy
regarding the metal content in the catalytically relevant species
and on the mechanisms of action of MLs (2, 6–13). The elu-
sive nature of intermediates and transition states during the
reaction has hampered rational inhibitor design. This scenario
prompts for a detailed characterization of the different active
species and their metal content in the resting state form and
during turnover.
BcII, the ML from Bacillus cereus, has been extensively
characterized, thus representing a prototypical enzyme for
mechanistic studies. BcII was first crystallized with only one
Zn(II) ion tetrahedrally coordinated to three His residues
(His116, His118, and His196) and an H2O/OHmolecule (14), in
the so-called 3H site (14) (Fig. 1A). Spectroscopic experiments
(10) and a second crystal structure later indicated that BcII was
also capable of binding a second metal ion (15, 16), which is
trigonal bipyramidally coordinated to Asp120, Cys221, His263, a
H2O/OH bridging the twometal ions, and an additional water
molecule. This site is known as the DCH site (Fig. 1B). Further
spectroscopic studies revealed that when the apoenzyme is
reconstitutedwith 1 eq of Zn(II), Cd(II), or Co(II), themetal ion
is distributed between both binding sites, instead of following
an ordered, sequential binding (8, 10, 17, 18). In addition, some
of these data suggested that formation of the dinuclear species
takes place only at a metal/BcII ratio larger than 1 (8). Knowing
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the identity of the metallated species formed at increasing
metal concentration is specially important if we recall recent
studies that suggest that Co(II)-BcII is only active in its
dinuclear form (19).
Metal binding studies on the homologous ML CcrA from
Bacteroides fragilis have shown a different metal binding mecha-
nism (20). Co(II) uptake by apo-CcrA was strictly sequential, as
shownby several spectroscopic techniques.At aCo(II)/CcrA ratio
equal to 1, only the 3H site becomes occupied, whereas the DCH
site is metallated upon the addition of a second Co(II) equivalent.
No evidence of redistribution (“scrambling”) of the metal ion
between the two binding sites was found for this enzyme (20).
Co(II) can be exploited as a unique spectroscopic probe of
the catalytic mechanism of MLs by following its spectral fea-
tures during turnover (7, 21, 22). We decided to characterize in
detail the identity and metal content of the Co(II)-BcII adducts
formed at different Co(II)/BcII ratios prior to any mechanistic
study. By using UV-visible, EPR, and NMR spectroscopy, as
well as through measurements of the Co(II) binding constants,
we have determined that 1) BcII is able to bind up to 3 Co(II) eq
in its active site and that some of the features previously
assigned to the DCH site in the dinuclear species correspond to
a third,weakly boundCo(II) site, 2) a di-Co(II) species is formed
at a Co(II)/BcII ratio as low as 0.6, and 3) different species coex-
ist in equilibrium at very low (1) Co(II)/BcII ratios. These
observations prompt for a reinterpretation of previous studies
on Co(II)-substituted BcII and suggest that the catalytic mech-
anism of this enzyme cannot be analyzed without considering
the different coexisting species.
EXPERIMENTAL PROCEDURES
Reagents—All chemicals were of the highest quality available.
TheMTPBS buffer was 16 mMNa2HPO4, 4 mMNaH2PO4, and
150 mM NaCl, pH 7.3. Escherichia coli BL21(DE3)pLysS cells
(Stratagene) were employed for protein production. Luria-Ber-
tani (LB) medium (Sigma) was used as growth medium for all
bacterial strains.
DNA Techniques and Cloning Procedure—DNA preparation
and related techniques were performed according to standard
protocols (23). Plasmid DNA was isolated using the Wizard
Plus SV Minipreps kit (Promega).
Enzyme Purification—Wild type BcII was expressed in E. coli
BL21(DE3)pLysS as a fusion protein with glutathione S-trans-
ferase (10), purified, and quantified as follows. Typically, the
cell pellet obtained from 50 ml of a culture in late logarithmic
phase in LB medium supplemented with 150 g/ml ampicillin
and 35 g/ml cloramphenicol was resuspended in fresh
medium and used to inoculate 1 liter of LB medium supple-
mented with 150 g/ml ampicillin and 35 g/ml clorampheni-
col in a 5-liter Erlenmeyer flask. Cells were grown for 2 h at
37 °C until A600  1 was reached. The expression of fusion
protein was induced by the addition of 10 g of lactose, and the
culture was further incubated at 37 °C for an additional 4-h
period. All subsequent purification steps were performed at
4 °C. E. coli cells were disrupted by sonication in lysis buffer
(MTPBS with 3.3 g/ml DNase, 5 mM MgCl2, and 1 mM phen-
ylmethylsulfonyl fluoride), and cell debris was separated by
ultracentrifugation. The GST-BcII fusion protein was purified
by affinity chromatography using a glutathione-Sepharose
resin (AmershamBiosciences), as previously reported (10). The
pure fractions were treated with bovine plasma thrombin
(Sigma) at a 1:100 ratio, after the addition of 150 mM NaCl, 2.5
mM CaCl2, at 26 °C for 2 h. BcII was purified from the proteol-
ysis mixture by ion exchange chromatography on Sephadex
CM-50 (Amersham Biosciences) as previously reported (10).
Protein samples were dialyzed against100 volumes of 10 mM
HEPES, pH 7.5, 0.2 M NaCl. Purity of the enzyme preparations
was checked by SDS-PAGE. Protein concentration was meas-
ured spectrophotometrically using 280  30,500 M1 cm1
(18). Metal content in protein samples was checked using the
colorimetric reagent 4-(2-pyridilazo)-resorcinol and ranged
between 1.4 and 1.8 metal/total protein, depending on the
enzyme preparation (24, 25).
Preparation of Apo-BcII—All buffer solutions used to pre-
pare the apoenzyme were treated by extensive stirring with
Chelex 100 (Sigma). Apo-BcII was prepared by dialysis of the
purified holoprotein (200 M) against two changes of 100
volumes of 10 mM HEPES, pH 7.5, 0.2 M NaCl, 20 mM EDTA
over a 12-h period. EDTA was removed from the resulting
FIGURE 1. Active sites of mono-Zn(II) BcII (A) and di-Zn(II) BcII (B). The
images were rendered with PyMol (DeLano Scientific LLC) from Protein Data
Bank files 1bmc and 1bc2, respectively. Zinc atoms are rendered as large
spheres, and solvent molecules are rendered as small spheres.
Metal Binding to B. cereusMetallo--Lactamase BcII
OCTOBER 19, 2007•VOLUME 282•NUMBER 42 JOURNAL OF BIOLOGICAL CHEMISTRY 30587
 at M
A
RQUETTE UNIV on April 4, 2017
http://w
w
w
.jbc.org/
D
ow
nloaded from
 
apoenzyme solution by three dialysis steps against 100 vol-
umes of 10mMHEPES, pH 7.5, 1 MNaCl, 0.3 g/liter Chelex 100;
one dialysis step against 100 volumes of 10 mM HEPES, pH
7.5, 0.2 M NaCl, 0.3 g/liter Chelex 100; and finally two dialysis
steps against 100 volumes of 100 mM HEPES, pH 7.5, 0.2 M
NaCl, 0.3 g/liter Chelex 100. All dialysis steps were carried out
at 4 °C, under stirring and for at least 6 h. Metal content in
apoprotein sampleswas checked using the colorimetric reagent
4-(2-pyridilazo)-resorcinol (24, 25).
Electronic Spectroscopy of Co(II)-BcII Derivatives—A solu-
tion of 200–300 M apo-BcII in 100 mM HEPES, pH 7.5, 0.2 M
NaCl was titrated with a 10.6 mM CoSO4 stock solution pre-
pared in 100 mM HEPES, pH 7.5, 0.2 M NaCl. Spectra were
recorded at room temperature in a Jasco 550 UV-visible spec-
trophotometer. The spectra were corrected for dilution upon
adding Co(II), and the UV-visible difference spectra were
obtained by subtracting the spectrum of apo-BcII.
The complete formation of the di-Co(II) adduct, as moni-
tored by UV-visible spectroscopy, was achieved at a ratio of
1.4–1.8 Co(II)/total protein, depending on the enzyme prepa-
ration. In all preparations, the level of Co(II) uptake of the
apoenzymesparalleled theoriginalZn(II) content of theprotein as
isolated. The concentration of “metallable” protein was then cal-
culatedbymultiplying the concentrationofproteindeterminedby
absorbance at 280 nm by the factor n/2, where n is the number of
analytical Co(II) equivalents needed to reach themaximum inten-
sity of the d-d (550 nm) and CT (343 nm) bands. At this Co(II)
concentration, all of themetallableprotein is in thedinuclear form.
The protein concentration used in the different fits was then cal-
culated by employing this correction factor, to account for the
variable fraction of protein capable of bindingmetal.
The changes in absorbance at 343, 383, and 550 nm with
increasing Co(II) concentrations were fit simultaneously using
the programDynaFit (BioKin, Ltd.) (26). The datawere fit to the
following model (Model 1).
Mono-Co(II)BcII º apo-BcII  Co(II) KD1
Di-Co(II)BcIIºMono-Co(II)BcII Co(II) KD2
Tri-Co(II)BcIIº Di-Co(II)BcII Co(II) KD3
MODEL 1
Themodel assumes that themono-Co(II) species is amixtureof
two enzyme species, one with cobalt bound to the 3H site (which
absorbs at 550 nm) and a second species with metal bound to the
DCH site (which absorbs at 343 nm). Di-Co(II) BcII presents both
metal binding sites loaded and absorbs at 550 and 343nm, and the
tri-Co(II) species absorbs at 550 nm and at 383 nm.
Metal Binding Affinities Measured with Mag-fura-2—The
dissociation constants were estimated from competition exper-
iments with the chromophoric chelator Mag-fura-2 (MF;
Molecular Probes, Eugene, OR) (8). The indicator was first
titrated with Co(II) at 30 °C, and changes in absorbance at 363
nm with added metal were fit with DynaFit to obtain the disso-
ciation constant of Co(II) from the complex with Mag-fura-2
(KMF) in 100 mM HEPES, pH 7.5, 0.2 M NaCl. A value of 2.8 
0.1Mwas obtained,with MF, 363 nm 22,000 100M1 cm1
and Co(II)MF, 363 nm  4,510  140 M1 cm1. Afterward, a
solution of 2.7 MMag-fura-2 in 100 mMHEPES, pH 7.5, 0.2 M
NaCl was titrated with Co(II) in the presence of 1–3 M apo-
BcII, using a 1.12 mM CoSO4 stock solution in the same buffer,
at 30 °C. The changes in absorbance at 363 nm with added
metal, obtained from experiments carried out with three differ-
ent apoprotein concentrations, were fit together to two differ-
ent models, using the program DynaFit, in order to calculate
KD1 and KD2. The first model (Model 2, described below)
involves three dissociation equilibria, where KMF was fixed to
the value determined independently.
Co(II).MF º Co(II)  MF KMF
Mono-Co(II)BcIIº apo-BcII Co(II) KD1
Di-Co(II)BcIIºMono-Co(II)BcII Co(II) KD2
MODEL 2
A second model involving four dissociation equilibria
(Model 3, presented below), was also considered. KMF and KD3
were fixed to the values determined independently, fromCo(II)
binding to MF and from the UV-visible titration of apo-BcII
with Co(II), respectively.
Co(II).MF º Co(II)  MF KMF
Mono-Co(II)BcIIº apo-BcII Co(II) KD1
Di-Co(II)BcIIºMono-Co(II)BcII Co(II) KD2
Tri-Co(II)BcIIº Di-Co(II)BcII Co(II) KD3
MODEL 3
EPR Spectroscopy—EPR spectroscopy was performed at
either 13 K, 2 milliwatts, and 9.63 GHz (Bmicrowave Bstatic) or
10 K, 50 milliwatts, and 9.37 GHz (Bmicrowave  Bstatic), using a
Bruker Elexsys E500 spectrometer equipped with an ER 4116
DM TE012/TE102 dual mode X-band cavity and an Oxford
Instruments ESR-900 helium flow cryostat. EPR spectra were
simulated with the matrix diagonalization program XSophe
(Bruker Biospin) using a spin HamiltonianH gHS SDS
SAI Least-squares fitting of simulations and experimental
spectra was carried out using IGORPro (Wavemetrics).
Recording conditions of 13 K and 2milliwatts were determined
to be nonsaturating for 0.5, 1.0, and 2.0 eq of Co(II) in frozen
solutions of BcII. Integration of spectra thus recorded gave
pseudoabsorption curves that lay on a level base line, providing
further strong evidence that there were no selectively saturated
species in the spectra of BcII with 1 and 2 eq of Co(II). Spectra
recorded at up to 160milliwatts and down to 3.6 K provided no
evidence at all for any species with very fast relaxation, and the
spectra under these conditions were typical for spectra ofMS
1⁄2 Co(II) under rapid passage conditions.
The apoprotein samples (1mM), in 100mMHEPES, pH 7.5,
0.2 M NaCl, were titrated stepwise with a 6 mM CoSO4 stock
solution prepared in the same buffer. The Co(II)-containing
solution was rapidly mixed with the sample in the EPR tube by
manual flicking (27) and frozen in liquid nitrogen. For succes-
sive additions of Co(II), EPR samples were quickly thawed (5
s) from 77 K to 20 °C by agitating the sample tube in water.
NMR Spectroscopy—NMR spectra were recorded on a
Bruker Avance II 600 spectrometer operating at 600.13MHz at
different temperatures, as indicated. 1H NMR spectra were
recorded under conditions set to optimize detection of the fast
Metal Binding to B. cereusMetallo--Lactamase BcII
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relaxing paramagnetic resonances, using either the super-
WEFT pulse sequence (28) or water presaturation. Spectra
were acquired over large spectral widths with acquisition times
ranging from 16 to 80 ms and intermediate delays from 2 to 35
ms. One-dimensional experiments with solvent presaturation
were used to record isotropically shifted signals closer to the
diamagnetic envelope. T1measurements were performed using
the nonselective inversion-recovery method. One-dimensional
NOEdifference andNOESY spectrawere obtained as described
previously (29, 30), with mixing times of 5 and 25 ms.
The apoprotein samples (1mM), in 100mMHEPES, pH 7.5,
0.2 M NaCl, were titrated stepwise with a 37.8 mM CoSO4 stock
solution prepared in the same buffer. Co(II) was added to the
sample in the NMR tube. In order to obtain the spectra of the
protein with excess Co(II) in D2O, the sample with 3.5 eq of
added cobalt was diafiltrated with 100 mM HEPES, pH 7.1 (pD
7.5), 0.2 MNaCl, containing the same concentration of Co(II) as
the protein sample, in Amicon-Ultra-4 units (Millipore). A sec-
ond titration was carried out in D2O, with the apoprotein sam-
ple in 100 mM HEPES, pH 7.1 (pD 7.5), 0.2 M NaCl, by the
stepwise addition of Co(II) from a 37.8 mM stock solution pre-
pared in the same buffer.
No evidence of protein denaturation or aggregation was
detected in any of the titration experiments (UV-visible, EPR,
and NMR), even when working at high protein concentrations.
RESULTS
Spectrophotometric Titrations—The spectrumofCo(II)-sub-
stituted BcII with excess Co(II) is reported in the inset in Fig. 2A
(dashed line); it presents two charge transfer bands at 343 and
383 nm (8) and a pattern of ligand field bands (530–640 nm)
similar to the one reported for the alkaline form of Co(II)-car-
FIGURE2.Determinationoftheaffinityofapo-BcII forCo(II).A,UV-visibletitrationof351Mapo-BcIIwith10.6mMCoSO4in100mMHEPES,pH7.5,0.2MNaCl.Molar
absorption values were calculated considering the concentration of protein capable of bindingmetal (263M), as described under “Experimental Procedures.” The
inset shows the spectra of di-Co(II) BcII (achieved in this experimentupon the additionof 1.5Co(II) eq; solid line) andof BcIIwith excessCo(II) (4.0Co(II) eq;dashed line).
B,plotof theabsorbanceat343nm(circles),383nm(invertedtriangles),and550nm(squares)asafunctionoftheconcentrationofaddedCo(II) intheUV-visibletitration.
The solid lines correspond to the fit usingModel 1 (see “Experimental Procedures”).C, titration of a solution containing 0.89M apo-BcII and 2.66MMag-fura-2with
Co(II) in 100 mM HEPES, pH 7.5, 0.2 M NaCl, 30 °C. D, plot of the absorbance at 363 nm as a function of the concentration of added Co(II) for different competition
experiments; theMag-fura-2 concentrationwas2.7M inbothexperiments, and theapoprotein concentrationwas0.89M (inverted triangles) and2.21M (circles).
The solid line corresponds to the fit usingModel 2. The parameters obtainedwere KD1 0.12 0.06M, KD2 0.16 0.04M, MF, 363 nm 22,000 100M
1 cm1,
andCo(II)MF, 363 nm4,510140M
1cm1.ThefitobtainedwithModel3 (dashed line) superimposeswiththecurveobtainedwithModel2.Theparametersobtained
withModel3wereKD10.100.06M,KD20.170.04M,MF,363nm22,000100M
1 cm1, andCo(II)MF,363nm4,510140M
1 . cm1,withKD3 fixed in94M.
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bonic anhydrase (31). These spectral features have been previ-
ously assigned to each of the metal binding sites in BcII. Davies
and Abraham (32) early attributed the 343 nm absorption band
to a ligand to metal charge transfer band due to the interaction
of Co(II) with the Cys ligand in the DCH site. Later, a hybrid
adduct was obtained, in which Zn(II) occupies the 3H site and
Co(II) is located in the DCH site (10). This experiment demon-
strated that the absorption features in the visible range are
largely due to the 3H site, whereas the 343 nm band corre-
sponds to the DCH site. A study performed under different
conditions reported a new CT band at 383 nm (8). The authors
attributed this band to the diCo(II)-BcII adduct while assigning
the 343 nm band to a mononuclear form of the enzyme.
Titration of apo-BcII with Co(II) was followed by absorption
spectroscopy in the UV-visible range (Fig. 2, A and B). The
simultaneous buildup of the charge transfer band at 343nmand
of the d-d bands at1 eq of Co(II) added confirms that, under
these experimental conditions, the two metal sites are being
filled at the same time, as already reported (8, 10) (Fig. 2, A and
B). Saturation of both bands took place at a Co(II)/BcII ratio
higher than 1 (ranging between 1.4 and 1.8, depending on the
enzyme preparation), in contrast to the data reported by de
Seny et al. (8), where saturation occurs at 1 Co(II) eq per BcII.
At concentrations of added Co(II) beyond this saturation
point, three interesting features are observable in the data pre-
sented in Fig. 2B. The intensity of the band at 343 nm decreases
asymptotically, and this ismirrored in an asymptotic increase in
the intensity of the band at 383 nm, although neither of the
intensities of the 343 and 383 nm bands plateaued completely,
even at 4 eq of added Co(II). The third feature of note is that
there is no significant change in the intensity of the d-d region
of the spectrum. These spectral changes can be accounted for
by the binding of Co(II) to BcII in a site that (i) exhibits higher
than 4-fold coordination (with poorly resolved low intensity
d-d bands) and (ii) perturbs the Co(II) ion already bound to the
Cys ligand.
The fact that the d-d bands in the visible range (attributable
to the 3H site) do not increase significantly with further Co(II)
added after saturation of the 343 nm CT band clearly indicates
that both metal sites are fully loaded at this point. Therefore,
the spectrum obtained at this point corresponds to the
di-Co(II) enzyme (Fig. 2A), as originally suggested by us (10).
We used the point of saturation to calculate the effective met-
allable enzyme concentration, as described under “Experimen-
tal Procedures.” From now on, the Co(II) eq refer to the cor-
rected protein concentration. The CT band at 383 nm, which
appears at higherCo(II)/BcII ratioswould correspond to a third
metal ion that perturbs the 343 nm signal (DCH site) without
affecting the spectral features of the 3H site. The intensity of the
383 nm CT band was variable among different protein prepa-
rations, showing no correlationwith the level ofmetal uptake to
the dinuclear binding site.
The absorbance changes upon Co(II) uptake at 343, 383, and
550 nm could be fit to a model assuming binding of 2 Co(II) eq
at a submicromolar range and a third one with lower affinity
(seeModel 1). Themodel assumes that themono-Co(II) species
is a mixture of two enzyme species, one with Co(II) bound to
the 3H site (which hence absorbs only at 550 nm) and a second
species withmetal bound to theDCH site (which absorbs at 343
nm). Di-Co(II) BcII presents both metal binding sites loaded
and therefore absorbs at the same wavelengths, and a tri-Co(II)
species is invoked that absorbs at 550 and 383 nm. From this
experiment, we estimated the following macroscopic dissocia-
tion constants: KD1 60 nM, KD2 0.6 0.2 M, KD3 94
12 M. This experiment, as a previous related study (8), was
performed at stoichiometric conditions for the first two bind-
ing sites and therefore cannot be used to retrieve accurate val-
ues for KD1 and KD2. Nevertheless, it reveals the existence of a
spectrophotometrically detectable event with a dependence on
Co(II) that can be described by an apparent equilibrium con-
stant of around 90 M.
Cobalt(II) Binding to BcII by Competition Experiments—We
studied Co(II) binding to apo-BcII by competition experiments
with the chromophoric metal ligand Mag-fura-2, whose spec-
troscopic features change upon Co(II) binding. This procedure
has already been employed to monitor Zn(II) and Cd(II) bind-
ing to apo-BcII (8). The spectra show an isosbestic point at 343
nm and maxima at 363 and 323 nm for the metal-free com-
pound and the 1:1 Co(II) complex, respectively (Fig. 2C). The
titration data could be accounted for by considering a model
with two binding equilibria (Model 2), resulting in submicro-
molar dissociation constants (KD1 0.12 0.06M andKD2
0.16 0.04 M; Fig. 2D). The competition experiments of apo-
BcII with Mag-fura-2 could also be fit to a model involving
three equilibria (Model 3) (i.e. taking into account the third
metal ion bound to BcII). However, since the constant for the
third equilibrium (KD3), as estimated from the UV-visible titra-
tion, is almost 34 times larger than the dissociation constant of
Co(II) toMag-fura-2, this third binding site is incapable of com-
petingwithMag-fura-2 for Co(II), andKD3 cannot be estimated
from these competition experiments. Consequently, we
decided to fit the competition data with the three-equilibrium
model but fixing the KD3 value to the one determined from the
UV-visible titration. With this assumption, it is possible to
obtain values for the macroscopic dissociation constants KD1
and KD2 in the context of a model where three Co(II) ions bind
to the enzyme. Thismodel yielded constantsKD1 0.10 0.06
M and KD2  0.17  0.04 M (Fig. 2D). These experiments
provide reliableKD values for the two strongly bound Co(II) eq,
being consistent with the weaker binding of a third Co(II), as
suggested by the spectroscopic data.
EPR Titration—The perpendicular mode (Bmicrowave 
Bstatic) EPR spectra observed upon the addition of Co(II) to
apo-BcII (Fig. 3A) were found, by difference analysis, to be lin-
ear combinations of up to four components. These “basis spe-
cies” were, in each case, obtained by subtraction of one experi-
mental species fromanother, as detailed in the legend to Fig. 3B,
and subsequent computer simulation (Fig. 3C) verified that
they corresponded to single EPR species and provided spin
Hamiltonian parameters. The experimental spectra were
reconstructed (Fig. 3A) as linear combinations of the basis spec-
tra by using a least-squares fitting routine. Examination of the
spin densities of each of the basis species as a function of added
Co(II) indicates that two of the basis species became saturated
(i.e. reached amaximum intensity) during the titration (Fig. S1),
and these are assigned toBcII-boundCo(II). The dominant BcII
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species at low [Co(II)] became satu-
rated upon the addition of 0.8 Co(II)
eq, and the EPR signal (Fig. 3C, trace
A) was simulated, assuming S  3⁄2,
MS  1⁄2	, D h (50 cm1 was
used), E/D  0.11, gx,y  2.36, and
gz  2.44; this EPR signal is denoted
the “axial” signal due to the low E/D
and consequent poor resolution of
the geff.(x,y) resonances. The second
species, termed “rhombic” (Fig.
3C, trace B), was simulated assum-
ing S  3⁄2, MS   1⁄2	, D  h
(50 cm1 was used), E/D  0.17,
gx,y  2.525, gz  2.65, and
AI 7⁄2(59Co)  8.8 
 103 cm1.
The intensity of the rhombic signal
peaked at around 2 eq of added
Co(II) (Fig. S1). A third species, the
“broad” species (Fig. 3C, trace C;
E/D  0.14, gx,y  2.22, gz  2.22),
was isolated by difference; the dif-
ference analysis indicated that this
species was not observed until the
addition of 2 Co(II) eq, but in the
least-squares fitting procedure, its
inclusion was not statistically justi-
fied. The fourth species observed
(Fig. 3C, trace D; E/D 0.09, gx,y
2.26, gz 2.28) did not saturatewith
added Co(II), and, indeed, the signal
intensity increased steadily beyond
the addition of 2 eq of Co(II). The
similarity of this signal to those
from Co(II) in buffers and in
systems including nonspecifically
bound Co(II) suggested that it may not be due to specifically
bound Co(II), and we term the signal “free.”
A closer examination of the EPR data reveals some interest-
ing phenomena. First, the overall spin density detected by per-
pendicular mode EPR does not correspond to the amount of
Co(II) added (Fig. 4). Up until 0.8 Co(II) eq, the EPR-detected
spins increase linearly with added Co(II) and are due to
increases in the axial and rhombic signals. Between 0.8 and 1.6
Co(II) eq, however, the overall spin density shows only very
little increase in intensity, due to the slow increase in the rhom-
bic signal as Co(II) is added. These data indicated EPR-silent
Co(II) and were highly suggestive of the formation of a spin-
coupled dinuclear site. Parallel mode (Bmicrowave  Bstatic) EPR
was recorded and derivative-shaped signals were observedwith
geff. 10 (Fig. 5), consistent with a spin-coupled state (S 0, 1,
2, 3) of two Co(II) ions. In these signals, the complete line was
observable, and, thus, the intensities could be related to the
relative amount of this species by simple fitting to a Gaussian
line and integration of the Gaussian function. The parallel
mode signal appears at around 0.6 eq of Co(II) and increases
essentially linearly between 0.6 and 1.6 eq of Co(II) (Fig. S2).
Taken together with the observation that the axial and rhombic
FIGURE3.EPRspectroscopic titrationofapo-BcIIwithCo(II).A, experimental EPRspectraofBcIIwere recordedas
a function of addedCo(II) and are shownwith computer simulations overlaid. Intensities are shownnormalized for
Co(II) concentration. Simulations were generated by least-squares linear combinations of the theoretical spectra
shown as traces A, B, and D of panel C, and the amounts of each species required by the fitting procedure are
illustrated in Fig. S1. B, difference EPR spectra generated during titration of BcII with Co(II). Traces A show overlaid
spectra of BcII with 0.43 eq of Co(II), with that of BcII with 0.09 eq of Co(II) multiplied by 4.9. Trace B is the difference
of the spectra inA (i.e. 0.43 eqminus 0.09 eq
4.9). Trace B is shownmultiplied by a factor of 3. Analogously, traces
CareofBcIIwith0.83eqofCo(II) and0.43eqofCo(II) (
1.74), and traceD is thedifferenceof spectra inC (
3).Traces
E are of BcII with 1.69 eq of Co(II) and 0.83 eq of Co(II) (
0.98), and trace F is the difference of the spectra in E (
3).
TracesG are of BcIIwith 2.44 eqof Co(II) and1.69 eqof Co(II) (
1.49), and traceH is thedifferenceof the spectra inG
(
3). Traces I are of BcII with 3.24 eqof Co(II) and 2.44 eqof Co(II) (
0.82), and trace J is the difference of the spectra
in I (
3). C, computer simulations of EPR spectra and difference spectra. Traces A–D each show experimental and
computer simulated spectra overlaid. The experimental spectra in A–D correspond to BcII with 0.19 eq of Co(II) (A),
trace FofB (1.69eq0.83eq) (B), traceHofB (2.44eq1.69eq) (C), and trace Jof Fig. 3B (3.24eq2.44eq) (D). The
theoretical spectraA,C, andDweresimulatedassumingaspinHamiltonianHgHSSDS,withS 3⁄2, anaxial
greal, and D  h (a value of 50 cm
1 was used, implying that only the MS   1⁄2	 doublet was appreciably
populated). A hyperfine term (SAI) was included in the spin Hamiltonian for the theoretical spectrum of B, to
account for the I 7⁄2 59Conuclear spin interaction. The resultingEPRparametersweregx,y2.36, gz2.44,E/D
0.11 (A); gx,y 2.525, gz 2.65, E/D 0.17, A 8.8
 10
3 cm1 (B); gx,y 2.22, gz 2.22, E/D 0.135 (C); and
gx,y 2.26, gz 2.28, E/D 0.09 (D).
FIGURE4.EPRspectrometric titrationof apo-BcIIwithCo(II). EPR-detected
Co(II) (solid circles) was quantified by double integration of EPR spectra with
respect to Co(II) in 50% 10mMHEPES buffer, pH 7.5, 50%glycerol. The dashed
line corresponds to the expected behavior where all added Co(II) is
EPR-detectable.
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species together account for only 40% of the expected spin den-
sity after the addition of 1.6 Co(II) eq (and that the free signal
accounts for only another 13%), the parallel mode data provide
compelling evidence for a spin-coupled dinuclear species in BcII.
This clearly demonstrates that the dinuclear form of the enzyme
starts accumulating at Co(II)/enzyme ratios lower than 1.
NMR Titration—The titration of apo-BcII with Co(II) was
followed by 1H NMR spectroscopy at 600 MHz at conditions
that allow detection of paramagnetically shifted signals (Fig. 6)
(33). The spectrum obtained upon the addition of 2 Co(II) eq
has been already reported and includes resonances corresponding
to metal ligands of the 3H and DCH sites (10). Here we report a
spectrum recorded under different conditions (pH 7.5 and low
ionic strength) that resembles the one recorded at pH6.0 andhigh
ionic strength (10). The signal assignments for this spectrum,
chemical shifts, and T1 values are summarized in Table 1.
The most downfield-shifted signal envelope centered at 170
ppm is resolved as two separate, broad resonances (A and B) at
higher temperatures (Fig. 6A) and can be assigned to the-CH2
of Cys221 based on their chemical shifts and line widths (20, 30,
34–39). Resonances D–F are absent when the spectrum is
recorded in D2O. An additional resonance corresponding to an
exchangeable proton (resonanceC) can be detected at lower pH
values, as already reported (10). Signals C–F can be attributed
to imidazolic NHs from the His ligands based on their absence
inD2O and chemical shifts (20, 30, 34–38). Signal E presents an
FIGURE5.RepresentativeparallelmodeEPRspectraofBcII uponaddition
of Co(II). The left panel shows some experimental first derivative parallel
mode EPR spectra of BcII upon titration with Co(II). The right panel shows the
corresponding absorption spectra, generated by integration of the experi-
mental data. The absorption spectra are shownoverlaidwith aGaussian func-
tion in each case.
FIGURE6. 1HNMRspectraofCo(II)-BcII.A, the spectrumwas recordedat 600
MHz, pH 7.5, and 301 K in 100mMHEPES buffer, 0.2 MNaCl. The inset at the left
shows themost downfield regionwith the-CH2Cys resonances recorded at
301 K (bottom) and 318 K (top). The inset at the right shows the 50/30 ppm
regionof the spectrum recordedat 318K,where signalG is partially resolved.
B, 1H NMR titration of apo-BcII with Co(II). 1H NMR spectra recorded at 600
MHz, pH 7.5, and 301 K in 100mMHEPES buffer, 0.2 M NaCl, at different Co(II)/
BcII ratios. The 100/30 ppm and 240/100 ppm spectral regions correspond to
spectra recorded using a superWEFT pulse sequence with recycle times of 70
and 10ms and intermediate recovery delays of 25 and 5ms, respectively, and
were processed with line broadenings of 100 and 600 Hz, respectively. The
30/18 ppm spectral region corresponds to spectra recorded with water pre-
saturation and recycle times of 200ms andwas processedwith line broaden-
ings of 50 Hz. Signals X, Y, D, E, and F were not observed when a similar
titration was performed in D2O solution.
Metal Binding to B. cereusMetallo--Lactamase BcII
30592 JOURNAL OF BIOLOGICAL CHEMISTRY VOLUME 282•NUMBER 42•OCTOBER 19, 2007
 at M
A
RQUETTE UNIV on April 4, 2017
http://w
w
w
.jbc.org/
D
ow
nloaded from
 
NOE with a resonance at 42 ppm, slightly shifted and broader
than resonance G. Spectra recorded at higher temperatures
allow the detection of a new resonance (G), partially overlap-
pingwith signal G at 301K (Fig. 6A), that is the one showing the
dipolar connectivitywith signal E. A reciprocalNOEon signal E
was observed when irradiating at 42 ppm. Based on this evi-
dence, we assign resonance G to a slowly exchangeable imida-
zolic CH. Analysis of the crystal structure of BcII reveals that
His118 is bound to the metal ion through its N1, whereas
His116, His196, and His263 are coordinated by their N2. Thus,
resonances E and G can be assigned to the H2 and H2 from
His118, respectively. Signals C, D, and F therefore correspond to
theH1 of the remainingHis ligands.Without any further con-
nectivity, we are unable to obtain the sequence-specific assign-
ment of these resonances.
A NOESY experiment revealed that signals H and K are
strongly coupled, andK is dipolarly coupled to a resonance at 11
ppm (Fig. S3). The -CH2 and -CH of Asp120 are good candi-
dates for these resonances. The rest of the resonances show no
other connectivities and remain unassigned but will be attrib-
uted to the 3H or to the DCH site according to the metal site
occupancy, as discussed below.
The 1H NMR spectrum of the species resulting from the
addition of 1 Co(II) eq to apo-BcII exhibited the same set of
resonances present in the di-Co(II) adduct (Fig. 6B) (i.e. corre-
sponding to both sites), in contrast with the situation reported
for B. fragilisCcrA (20). Based on this, we performed a titration
starting at substoichiometric ratios.
Detection of theCys resonancesA andB could be achieved at
a Co(II)/BcII ratio as low as 0.2 (Fig. 6B), indicating that the
DCH site is being occupied at very low Co(II)/protein ratios, in
agreement with the presence of a Cys-Co(II) CT band in the
UV-visible titration under these conditions. The set of reso-
nances H–K at 30–20 ppm, some of which correspond to
Asp120, as well as signals F and G, were also present at a 0.2
Co(II)/BcII ratio. Two further resonances (X and Y) at 59.0 and
47.4 ppm that are not present at 2 Co(II) eq, were detected at
Co(II)/BcII ratios from 0.2 to 0.6. When a similar titration was
performed in D2O, neither of these resonances was observed,
indicating that they correspond to exchangeable protons.
The intensity of all of the resonances observed at 0.2 Co(II)/
BcII increases with the further addition of Co(II). A new set of
signals is only noticeable beyond 0.6 eq of added Co(II). From
this point onward, the exchangeable His resonances D and E
can be clearly detected, in line with the disappearance of signals
X and Y. For the rest of the titration, the number of detected
signals remains the same.
The NMR titration reveals that resonances corresponding to
the DCH site (ligands Cys221 and Asp120) grow steadily from
0.2 to 2.0 Co(II) eq, without significant chemical shift perturba-
tions. This is not the case for the signals arising from the 3H site.
This suggests that the DCH site is formed in the early steps of
the titration with the same structural features present when 2
Co(II) eq are added. Based on this, we feel confident in attrib-
uting resonances F and G to the DCH site and therefore assign
signal F to the H1 of His263. By exclusion, resonance D corre-
sponds to the H1 of His116 or His196 (3H site).
Resonances X and Y from 0.2 to 0.6 Co(II) eq can be attrib-
uted to imidazolic NHs of the His ligands in a distorted 3H site
that rearranges at higher Co(II)/BcII ratios to adopt the final
conformation, giving rise to signals D and E. The other two
resonances attributed to the 3H site (C and G) cannot be
observed under these conditions. However, the NMR titration
shows two clearly distinct behaviors for the 3H and the DCH
sites at0.6 Co(II)/BcII ratios.
It is worth mentioning that the 1H NMR spectra of Co(II)-
BcII at different stoichiometric ratios, temperature, and pHval-
ues, for all preparations, showed a low signal-to-noise ratio
compared with the one that should be expected for a Co(II)-
substituted protein under these experimental conditions. This
suggests the existence of a population of Co(II)-BcII with reso-
nances broadened beyond detection that we tentatively attrib-
ute to an exchange broadening phenomenon.
DISCUSSION
Metallo--lactamases from different subclasses display
different metal requirements for function. B2 lactamases are
mono-Zn(II) enzymes (40–42), whereas enzymes from sub-
classes B1 and B3 are fully active in the dimetallic form.
Wommer et al. have suggested that the mono-Zn(II) form
would be the only biologically relevant species for enzymes
BcII, BlaB (B1), CphA (B2), and L1 (B3) (6). However, it has
been shown that L1 requires two Zn(II) ions to fold properly
in vivo (43), and other recent kinetic studies indicate that
di-Co(II) BcII would be the only active species (19). All of
these contrasting findings indicate the need for establishing
the metal ion requirements for catalysis. Here we have
employed different complementary strategies and tech-
niques to monitor Co(II) binding to apo-BcII to gain insight
into the metallated species being formed.
Competition experiments with Mag-fura-2 allowed us to
retrieve reliable dissociation constants for 2 Co(II) eq, both
being in the submicromolar range. UV-visible spectroscopy
reveals that, when the intensities of the bands assigned to these
two sites become saturated, a new species accumulates. This
species presents a third Co(II) ion bound to a site with submil-
limolar affinity that perturbs the Co(II) ion at the DCH site, as
revealed by a shift in the CT band. Based on these three disso-
TABLE 1
Spectral parameters and assignments of the hyperfine-shifted
signals of Co(II)-substituted BcII at 301 K in 100mM HEPES, pH 7.5,
0.2 M NaCl, unless indicated
Signal  T1 Assignment
ppm ms
A 173 0.1 H1 (H2) Cys221
B 168 0.1 H2 (H1) Cys221
Ca 73 NDb H1 His116/196
D 73.7 7 H1 His196/116
E 63.0 7 H2 His118
F 43.7 7 H1 His263
G 41.2 10 DCH site
Gc 42 ND H2 His118
H 24.4 20 H1 (H2) Asp120
I 23.4 20 DCH site
J 22.4 20 DCH site
K 20.2 30 H2 (H1) Asp120
a Detected at pH 6.
b ND, not determined.
c Resolved at 318 K.
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ciation constants, the expected populations of the different
Co(II)-loaded species can be calculated (Fig. S4). The first and
second eq bind with affinities similar to those reported by de
Seny et al. for Zn(II) and Cd(II) binding using the same
approach (8). The proximity of these binding constants indi-
cates that the mono-Co(II) and di-Co(II) species coexist over a
wide range of Co(II)/BcII ratios. Instead, de Seny and co-work-
ers informed a dissociation constant of 66.7 M for the second
Co(II) eq, as determined from the UV-visible titration (8). This
value resulted from the assumption that the growth of the
charge transfer band at 383 nm (Fig. 2A) was due to formation
of di-Co(II) BcII.Herewehave shown that this event takes place
after uptake of 2 Co(II) eq/mol of BcII, thus reflecting the
binding of a third Co(II) ion to the enzyme with a dissociation
constant around 90 M.
This complex metal binding scheme is best explored by
examining the data collected over distinct regions of added eq
of Co(II). The UV-visible titration shows that, upon the addi-
tion of Co(II), amounts well below 1 eq of metal ion, features
corresponding to both the 3H and the DCH site are present.
Di-Co(II) BcII is expected to be formed at 1 Co(II)/enzyme,
according to the values of KD1 and KD2 here reported (Fig. S4).
Since the features of the 3H and DCH site in the UV-visible
spectra are similar in themono- and dinuclear species, it is clear
that we cannot resort to the spectrophotometric titration to
fully address the issue of site occupancy under conditions of
limited availability of Co(II).
At Co(II)/BcII ratios of0.6, NMR signals attributable to the
3H and to the DCH site are detected, in agreement with the
UV-visible data. The low intensities of the parallel mode EPR
signals and the invariance of the positions of the NMR peaks
between 0 and 0.6 eq of Co(II) suggest that the majority of
Co(II) ions aremagnetically and electronically isolated (i.e. that
BcII is largely in one of two mononuclear states, mono-
Co(II)DCH BcII or mono-Co(II)3H BcII). The axial signal
detected in EPR spectra could account for both sites in the
mixture of mono-Co(II) forms. A similar EPR signature has
been reported for the di-Co(II) L1 ML and was interpreted as
arising from one or two indistinguishable species (7). This sig-
nal also resembles that of Co(II)-ImiS, a lactamase that only
bears a DCH site (42).
At Co(II) concentrations over 0.6 eq, a new EPR species
appears, the rhombic species, whereas the intensity of the axial
signal stays steady. At this point, the dinuclear species starts to
accumulate, as indicated by the appearance of a parallel mode
signal corresponding to two spin-coupled Co(II) ions. These
observations can be reconciled with the UV-visible and NMR
titration data if we consider the rhombic species to correspond
to one of the metal ions in an uncoupled di-Co(II) species,
whereas the other site, mainly unaltered when the uncoupled
di-Co(II) enzyme is formed, still gives rise to the axial signal.
The NMR titration reveals that two sites are being initially
filled: the DCH site, which retains its structural features along
the whole titration, and the 3H site, which experiences a struc-
tural change after the addition of 0.6 Co(II) eq, which is then
preserved until completion of the metal uptake. This phenom-
enon takes place at the same Co(II)/BcII ratio at which the
coupled di-Co(II) species starts accumulating, as unequivocally
revealed by the EPR titration. This strongly suggests that reso-
nances X and Y correspond to the mono-Co(II)3H BcII and
that D and E are resonances of the 3H site in the di-Co(II)
species. The resonances attributed to ligands of the DCH site
(A, B, and F–K) are unperturbed along all of the titration. Since
EPR reveals no significant di-Co(II) species being formed at
very low Co(II)/BcII ratios, this suggests that the DCH site is
structurally identical in the mono-Co(II) and di-Co(II) species.
It is not surprising that changes in the 3H site are not reflected
in different d-d patterns in the visible spectra, since NMR is
much more sensitive to structural changes than optical
spectroscopy.
Finally, from 2 eq of Co(II) onward, a new EPR signal
develops, the broad signal. Simultaneously, the diminution
in the intensity of the 343 nm electronic absorption band,
with the concomitant growth of a band at 383 nm, indicates
that the further addition of Co(II) perturbs the DCH site.
These data altogether strongly support binding of a third
Co(II) at a weaker site.
In summary, the spectroscopic titrations suggest two bona
fidemetal binding sites in BcII. These two sites together form a
dinuclear center with a very small energy difference between an
uncoupled state and a very weakly spin-coupled state. Another
species with a third Co(II) ion bound, which selectively alters
the DCH site, can be formed when excess Co(II) is added. Here
we clearly show that at low Co(II)/BcII ratios, there are at least
three Co(II)-loaded BcII species (mono-Co(II)3H, mono-
Co(II)DCH, and di-Co(II) BcII). In the case of the homologous
enzyme CcrA from B. fragilis, the addition of 1 Co(II) eq gives
rise to a single, mono-Co(II) species with the metal ion located
in the 3H site (20).
Our picture differs significantly from the one depicted by de
Seny et al. (8) on Co(II)-BcII based on UV-visible data. The
differences are largely attributable to the approach in estimat-
ing theKD values. Ourmodel is strongly supported by EPRdata,
which allows us to follow the formation of a dinuclear site, and
NMR, which provides the identity of the metal ligands at the
different metal/BcII ratios explored. Overall, this study implies
a new scenario in terms of the metal-loaded species present at
different Co(II)/BcII ratios. This prompts for a reevaluation of
the proposed catalytic mechanisms for Co(II)-BcII (19, 21, 22,
44, 45).
The present study clearly shows that following reaction
kinetics under steady state conditions at different metal/en-
zyme ratios may be misleading, since the identity of the metal-
loaded forms may remain undefined. Thus, non-steady-state
kinetic studies and different spectroscopic techniques should
be exploited to follow themetal content and localization during
MBL turnover. Experiments are underway to address this issue.
The metal content of MBLs in vivo is still an unsolved issue
(6), particularly when metal ion availability is compromised.
Here we have shown that differentmetallated species can coex-
ist at low metal ion concentrations in vitro, and the same situ-
ation may hold in the bacterial host. Thus, this scenario should
be considered when elucidating the catalytic mechanism or
designing potential inhibitors.
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